: Secondary structure of the Tetrahymena group I ribozyme. An oligonucleotide substrate (in this case, S o , in orange) base-pairs with the Internal Guide Sequence (blue dotted region) to form the P1 duplex, which is connected to the ribozyme core through the singlestranded J1/2 junction (red box). Red arrows show the phosphorothioate modification sites for subsequent R5c attachment. Black arrow shows the cleavage site. Two ribozyme variants were investigated in this work: the wild-type with a J1/2 sequence of "AAA" (also designated as "3A"); and a mutation with the J1/2 sequence mutated to "UUU" (designated as "3U").
Figure S2:
Characterizing side produces in the R5c labeling reactions. R5c labeling reactions were carried out with either the (containing two phosphorothioates at consecutive nucleotides) or the (containing only one phosphorothioate) strand. The reaction products were characterized using anion-exchange HPLC. The side-product in the reaction, indicated by "*", eluted from the column at the same elution volume as the product that is equivalent to R5c attached to one RNA strand through a single phosphorothioate. We note that the splitting in the 5 peak likely represents the resolved R p -and S p -diastereomers. In addition, MALDI-TOF measurement yielded a m/z value of 3520.0 for the "*" product, while a m/z value of 3600.0 is expected for a species with one R5c attached to in a linear fashion. The difference of 80 units coincides with the mass of a bromide atom, and can be accounted for by the loss of the un-attached bromide functional group during the ionization process of MALDI-TOF measurement. Overall, the data support the conclusion that the "*" side-product in the reaction represents one R5c connecting to the RNA in a linear fashion, although the possibility that "*" represents one of the four diastereomers of 5 cannot be completely excluded. Leporc, et.al., 1999, Nucleic Acids Res. 27: 4759-67) and an A-RNA (1SDR.pdb, Schindelin, et.al., 1995, J. Mol. Biol. 249 : 595-603), respectively. The analyses show distances in the A-form duplex are shorter, and may better match the span of the reactive functional groups in the R5c precursor, which is estimated to vary between 3.5 − 6.5 Å.
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